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Figure 1. Identification and Characterization of RNAi Spreading-Defective Mutants
(A) A genetic screen for mutants defective in systemic RNAi. (I) L4 animals were fed with bacteria expressing dsRNA for a portion of the pos-1 or par-1 genes. Wild-type worms grown on these foods show complete embryonic lethality, laying only dead eggs. We isolated surviving F1 worms from this screen to select for mutants with a defect at some point in the RNAi pathway (grey box). (II) To exclude mutants with a defect in the core RNAi processing mechanism, we injected the progeny of these mutants with in vitro synthesized dsRNA for the same portion of the pos-1 or par-1 genes and then selected for mutants that now produced dead eggs (grey box). Mutants that laid viable eggs when dsRNA was delivered in the diet but only dead eggs when injected with the same dsRNA are thus impaired in systemic RNAi, but not in the RNAi mechanism itself. (B) One group of rsd mutants (rsd-2, rsd-3, and rsd-6) remain sensitive to RNAi against somatic genes. 
The rsd genes can be divided into two classes based on phenotype. Class I mutants are not susceptible to RNAi via feeding of either germline or somatic genes, whereas Class II mutants are sensitive to RNAi of somatic genes, but not of germline genes. Phenotypes based on that used by Wormbase (www.wormbase.org). Abbreviations: twitch, uncontrollable body muscle twitching; unc, uncoordinated motion; emb, embryonic lethality; ste, sterility.
vesicle trafficking was aberrant in these animals, nor cells such as coelomocytes, or in the endocytic uptake of yolk proteins into the oocyte (data not shown). Taken are there defects in the uptake of fluorescent dextran from the medium, in the behavior of highly endocytic together, these results indicate that the uptake and cell- We mapped rsd-2 and rsd-6 to loci F52G2.2 (chromosome IV) and F16D3.2 (chromosome I), respectively, and identified two (rsd-6) and three (rsd-2) independent alleles of each (Figures 2A and 2B ). RSD-2 is a large protein with no discernible motifs or close homologs in other organisms that may be informative of its molecular function. In contrast, RSD-6 contains a Tudor domain, a structure frequently found in RNA binding proteins although not itself believed to be an RNA binding motif 
